[Abstract] The scratch wound healing assay has been widely adapted and modified to study the effects of a variety of experimental conditions, for instance, gene knockdown or chemical exposure, on mammalian cell migration and proliferation. In a typical scratch wound healing assay, a "wound gap" in a cell monolayer is created by scratching, and the "healing" of this gap by cell migration and growth towards the center of the gap is monitored and often quantitated.
1. Grow cells in DMEM supplemented with 10% FBS.
2. Seed cells into 24-well tissue culture plate at a density that after 24 h of growth, they should reach ~70-80% confluence as a monolayer.
3. Do not change the medium. Gently and slowly scratch the monolayer with a new 1 ml pipette tip across the center of the well. While scratching across the surface of the well, the long-axial of the tip should always be perpendicular to the bottom of the well. The resulting gap distance therefore equals to the outer diameter of the end of the tip. The gap distance can be adjusted by using different types of tips. Scratch a straight line in one direction.
4. Scratch another straight line perpendicular to the first line to create a cross in each well.
5. After scratching, gently wash the well twice with medium to remove the detached cells.
6. Replenish the well with fresh medium.
Note: Medium may contain ingredients of interest that you want to test, e.g., chemicals
that inhibit/promote cell motility and/or proliferation. 
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